Membrane protein purification
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Preculture the cellsin 20 mI LB, letit grow overnightat 37°C

Culture the cellsin 1L LB until ODgg=0.6

Add0,5mM IPTG to the culture (100ul 0,5M in 1L LB)

Incubate with IPTG4 hours or overnight

Pelletthe cellsand use as small as possible 200mM Tris-HCl pH8 to solve the pellet
Store at -20°C

Resuspendthe pelletin 200mM Tris HCI pH 8 + MgS0,; volume as small as possible
Immediately before disruptinginthe Frenchpress, add a pinch of DNase and 1mM PMSF
Put the Frenchpresson1,8 — 1,9 bar

Collectthe brokencells

Centrifuge 15minat 7000 rpm, 4°C

Retain supernatantand putit inthe special tubes

Centrifuge 1hourat 40,000 rpm, 4°C

Solve the pellet (consisting of membranes)in 200mM Tris-HCl pH8 and store in -20°C



